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ABSTRACT
Weevils (Coleoptera: Curculionoidea) represent one of the most diverse groups of
organisms on Earth; interactions with their host plants have been recognized to play
a central role in their remarkable diversity, yet the exact mechanisms and factors
still remain poorly understood. Using phylogenetic comparative analyses, here
we investigate the evolution of host use and its possible role in diversiﬁcation
processes of Rhinusa and Gymnetron, two closely related groups of weevils that feed
and develop inside plant tissues of hosts within the families Scrophulariaceae and
Plantaginaceae. We found strong evidence for phylogenetic conservatism of host
use at the plant family level, most likely due to substantial differences in the chemical
composition of hosts, reducing the probability of shifts between host families.
In contrast, the use of different plant organs represents a more labile ecological
trait and ecological niche expansion that allows a ﬁner partitioning of
resources. Rhinusa and Gymnetron weevils initially specialized on plants within
Scrophulariaceae and then shifted to the closely related Plantaginaceae; likewise, a
gall inducing behavior evolved from non-galler weevils, possibly in response to
resource competition, as galls facilitate larval development by providing enhanced
nutrition and a favorable microhabitat. Results from trait-dependent diversiﬁcation
analyses suggest that both use of hosts within Plantaginaceae and parasitism on
fruits and seed capsules are associated with enhanced diversiﬁcation of Rhinusa
and Gymnetron via low extinction rates. Our study provides quantitative evidence
and insights on the ecological factors that can promote diversiﬁcation in
phytophagous insects that feed and develop inside plant tissues.
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INTRODUCTION
Comprising approximately 5,800 genera and more than 60,000 described species
(Oberprieler, Anderson & Marvaldi, 2014; Oberprieler, Marvaldi & Anderson, 2007),
weevils (Coleoptera: Curculionoidea) have been described as one of the most successful
adaptive radiations on Earth (Mayr, 1963; McKenna et al., 2009). The evolution of a
rostrum, shifts in larval feeding habits and co-evolutionary relationships with ﬂowering
plants have been proposed as likely explanations for their great diversity (Marvaldi et al.,
2002; McKenna et al., 2009; Oberprieler, Marvaldi & Anderson, 2007); however, the
factors and processes involved are still little understood. Using every plant part and nearly
every plant taxon (Anderson, 1995; McKenna et al., 2009), weevils often exhibit a close
relationship with their host plants and, as is frequently observed in many other
plant-feeding insect groups (Futuyma, Keese & Scheffer, 1993; Jaenike, 1990; Janz & Nylin,
1998), specialization on one or a few closely related host plant species is a recurrent
phenomenon (Marvaldi et al., 2002). In some cases life history attributes such as
endoparasitism, in which larvae not only feed but also develop inside a great variety of
plant structures, contribute to a more intimate host association, which in turn may amplify
the selection pressure imposed by the host, making weevils more susceptible to
ecological divergence (Hernández-Vera et al., 2010; Mopper, 1996).
Here, we focus attention on species from the closely related genera Rhinusa and
Gymnetron (Curculionidae: Curculioninae), endophagous parasitic weevils whose larvae
feed and develop within tissues of plant species in the families Scrophulariaceae and
Plantaginaceae. The genus Rhinusa comprises approximately 40 species with a Palearctic
distribution (Caldara, 2001, 2013) that feed on species within the plant genera Verbascum
and Scrophularia in the family Scrophulariaceae and Linaria, Kickxia, Chaenorhinum,
Antirrhinum and Misopates within the family Plantaginaceae (Caldara, Sassi & Toševski,
2010). Gymnetron includes approximately 30 species with a Palearctic distribution
(Caldara, 2008) and approximately 60 species from the Afrotropical region, of which 55 are
knownmainly from South Africa and considered to be endemic to this area (Caldara, 2003).
All Palearctic Gymnetron use species from the genus Veronica (Plantaginaceae) as host
plants (Caldara, 2008), whereas representatives from the Afrotropical region use different
host genera within the plant family Scrophulariaceae, namely, Hebenstreitia, Sutera,
Selago, Pseudoselago, Tetraselago, Buddleja, Diascia, Nemesia, Hemimeris and the genus
Anastrebe in the family Stilbaceae (Caldara, 2003; Caldara, Colonnelli & Osella, 2008, 2009).
At the intraspeciﬁc level, mitochondrial and nuclear DNA sequence data has revealed
cryptic host-associated diversity within the species Rhinusa antirrhini (Hernández-Vera
et al., 2010) and R. pilosa (Toševski et al., 2015); several evolutionary lineages were found to
be associated with species and subspecies in the genus Linaria, suggesting host specialization
as a likely driver for diversiﬁcation.
Caldara, Sassi & Toševski (2010) suggest that Rhinusa species typically exhibit host
conservatism at the plant family level and perhaps at the plant genus level for some species.
Similarly, Gymnetron species appear to show host conservatism at the plant family
level (Caldara, 2008; Caldara, Colonnelli & Osella, 2008); however, the extent to which host
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plant use is phylogenetically conserved across species within both genera remains to be
explored quantitatively. Furthermore, given the intimate association of larvae with
plant organs such as fruits, stems, roots and induced galls (Caldara, 2001; Toševski,
Gassmann & Desančic, 2007), this group of weevils provides an excellent opportunity to
test for phylogenetic conservatism in both associations with different host plants and
larval parasitic modes. Within Coleoptera, larval feeding habits are usually more
evolutionarily conservative than associations with different host plant taxa (Farrell &
Sequeira, 2004; Marvaldi et al., 2002; Morse & Farrell, 2005), however, for other groups of
insects it has been shown that shifts in larval feeding habits may occur at a signiﬁcantly
greater rate (Cook et al., 2002; Joy & Crespi, 2007). The study of plant-insect
interactions has traditionally focused on host taxa associations (driven by host secondary
compounds), however, the use of different plant organs represents another important
dimension in the space of available resources that can potentially promote diversiﬁcation
by facilitating species coexistence (Nyman, 2010). Although it has been recognized
that larval feeding habits represent ecological traits that may have important
macroevolutionary consequences for phytophagous insects (Futuyma & Agrawal, 2009;
Nyman, 2010), there are relatively few quantitative studies explicitly assessing their
role in diversiﬁcation processes (Farrell & Sequeira, 2004; Leppänen et al., 2012;
Nyman et al., 2006, 2010).
Here, we use a previously inferred phylogeny from mitochondrial and nuclear DNA
sequence data (Hernández-Vera et al., 2013) in conjunction with phylogenetic comparative
methods (FitzJohn, Maddison & Otto, 2009; Hernández et al., 2013; Pagel, 1999;
Pagel, Meade & Barker, 2004) to investigate the evolution of traits of host plant use and
their role on the diversiﬁcation of Rhinusa and Gymnetronweevils. The speciﬁc aims of the
study were to: (1) assess phylogenetic conservatism in host use by plant family and
in different modes of parasitic behavior; (2) estimate ancestral states of traits associated
with host plant use; and (3) assess possible effects of these traits on speciation and
extinction rates within the Rhinusa/Gymnetron species complex. These analyses should
provide valuable insights into the evolution of different traits of host plant use and their
role in diversiﬁcation processes of phytophagous insects that feed and develop inside
plant tissues.
MATERIALS AND METHODS
Study system data
We used the Bayesian consensus tree and a random sample of 1,000 post burn-in trees
generated by Hernández-Vera et al. (2013) from a DNA sequence alignment comprising
3,943 bp of concatenated sequences from two mitochondrial (cytochrome c oxidase
subunit II and 16S ribosomal RNA (16S)) and three nuclear gene fragments (elongation
factor-1a, arginine kinase and 18S ribosomal RNA (18S)). The sampled taxa include
32 species of Rhinusa representing approximately 80% of recognized species, with
representatives from the three main taxonomic groups proposed by Caldara, Sassi &
Toševski (2010) and 36 species of Gymnetron from the Palearctic and Afrotropical regions
(approximately 40% of recognized species). Additionally, since some of the analyses
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performed in this study require ultrametric trees, we performed a Bayesian analysis for the
same dataset of concatenated sequences using BEAST 2.1.3 (Bouckaert et al., 2014).
For this analysis, two Monte Carlo Markov chains (MCMC) were run for 40 million
generations, sampling every 4,000 generations using independent relaxed molecular clock
models for the mitochondrial and nuclear gene sequences. Parameterisation of the
prior distribution for the mutation rate was as inHernández-Vera et al. (2013). Convergence
of the MCMC chains and posterior probability distributions of the sampled parameters
were examined graphically using the program Tracer 1.6 (Rambaut et al., 2014).
The obtained maximum clade credibility (MCC) tree and a random sample of 1,000 trees
from the posterior probability distribution were used in subsequent analyses. Host plant
associations were determined by (a) direct observation of emerging weevils from host plants
in the ﬁeld, (b) records from published literature (Caldara, 2001, 2003, 2008; Caldara, Sassi &
Toševski, 2010), and (c) technical reports on studies of host plant use and host preferences in
which individuals were reared and monitored through adult emergence (Gassmann &
Paetel, 1998; Groppe, 1992; Toševski, Gassmann & Desančic, 2007).
Assessing phylogenetic conservatism of traits associated with host
plant use
We used Mesquite 3.1 (Maddison &Maddison, 2016) to assess phylogenetic conservatism of
traits associated with host plant use by testing whether the minimum number of
evolutionary steps in a character on a phylogenetic tree is lower than expected by chance
(Maddison & Slatkin, 1991). For each trait, a null probability distribution was generated by
randomly reshufﬂing the character data 10,000 times across the terminal taxa of the
consensus Bayesian tree. Additionally, we assessed phylogenetic conservatism in a likelihood
framework by estimating Pagel’s lambda (l) parameter (Pagel, 1999) using the ﬁtDiscrete
function implemented in the R package GEIGER (Harmon et al., 2008) for discrete
characters employing Markov models. This method provides a continuously varying
parameter to assess trait variation associated with a phylogeny; a lambda value equal or close
to one is indicative of strong phylogenetic signal, that is, the evolution of a trait is not
independent of phylogeny, as opposed to values equal or close to zero (Freckleton, Harvey &
Pagel, 2002). Statistical signiﬁcance of the difference between log-likelihood values of models
with the estimated lambda and models assuming no phylogenetic signal (l = 0) was
evaluated with likelihood ratio tests (Münkemüller et al., 2012). In both cases, outgroup taxa
were excluded and ingroup taxa pruned so that each species was represented by one
individual. Host plant use was categorized according to the plant families parasitized by the
weevils, namely Plantaginaceae and Scrophulariaceae, as recently circumscribed (Schäferhoff
et al., 2010; The Angiosperm Phylogeny Group, 2016). Additionally, host plant use was
categorized according to modes of parasitism on different plant structures: (i) roots,
(ii) stems and (iii) fruit/seed capsules, and as gall inducers vs. non gall inducers.
Ancestral state reconstruction of traits associated with host plant use
Using the same host plant use categorization as for phylogenetic conservatism analyses,
ancestral states were reconstructed across the random sample of 1,000 post burn-in
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trees from the analysis performed with MrBayes. We used the Bayesian approach
reversible jump MCMC (rjMCMC), implemented in BayesTraits 2.0 (Pagel, Meade &
Barker, 2004); the advantage of this method is the possibility to integrate over both
uncertainty in the phylogeny and the set of plausible models of trait evolution, rather than
conditioning inferences on a speciﬁc model (Huelsenbeck, Larget & Alfaro, 2004; Pagel &
Meade, 2006). The ancestral states reconstruction was performed for the two most
basal nodes of the ingroup taxa (labelled as Nodes 1 and 2) using the command
“AddMRCA,” which identiﬁes the most recent common ancestor to a group of species and
reconstructs the state of that node, combining information across trees (Pagel, Meade &
Barker, 2004). Based on preliminary maximum likelihood analyses, we employed an
exponential hyper-prior with mean values drawn from a uniform distribution with an
interval 0–10. A total of 100 million iterations were run discarding the ﬁrst 25% as burn-in,
sampling the Markov chain every 37,500 iterations. To assess convergence of the
Markov chains, analyses were run at least twice and posterior distributions of the estimated
parameters were examined in Tracer 1.6 (Rambaut et al., 2014). Posterior probability
density plots were generated as violin plots (Hintze & Nelson, 1998) with the R package
Vioplot 0.2 (Adler, 2005).
For comparison with the rjMCMC approach and to account for differential speciation,
extinction and character transition rates in the reconstruction of ancestral states, we
additionally performed ancestral state reconstructions using maximum likelihood under
binary and multi-state speciation and extinction models (BiSSE/MuSSE) (FitzJohn, 2012;
Maddison, Midford & Otto, 2007) in the R package Diversitree 0.9-6. Analyses were
performed using the MCC tree obtained with BEAST and the models of trait evolution
with the highest posterior probability according to the results of the rjMCMC analyses.
Assessing effects of traits associated with host plant use on
speciation and extinction rates
A BiSSE model was employed to assess the effect of binary traits on speciation and
extinction rates within the Rhinusa/Gymnetron species complex. We independently used
the model to assess the effect of host plant family use (Scrophulariaceae or Plantaginaceae)
and the mode of parasitism as gall or non-gall inducer. The model estimates six
parameters; speciation (l) and extinction (m) rates for states 0 and 1 (l0, l1, m0, m1)
and transition rates from state 0 to 1 and vice versa (q01 and q10). Similarly, a multi-state
speciation and extinction (MuSSE) model was employed to assess the effect of different
modes of parasitism on either roots, stems or fruit/seed capsules. The MuSSE model
is an extension of the BiSSE model to discrete traits with more than two states or
combinations of binary traits analyzed simultaneously (FitzJohn, 2012). Models with
asymmetrical state-dependent speciation and extinction rates were compared against
models with speciation and extinction rate parameters constrained to be equal for
all states. Parameter values for both unconstrained and constrained models were estimated
with the R package Diversitree 0.9-6 (FitzJohn, 2012) for the sample of 1,000 post burn-in
trees from the Bayesian analysis with BEAST, thus taking into account phylogenetic
uncertainty. We corrected for incomplete sampling (FitzJohn, Maddison & Otto, 2009)
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by specifying the proportion of species included in the phylogeny (0.52) with the argument
“sampling.f.” Statistical signiﬁcance of model differences was assessed by performing
likelihood ratio tests as implemented in Diversitree. To graphically visualize net
diversiﬁcation rates (l—m) associated with the different traits of host plant use, posterior
density plots were generated with Bayesian analyses performed in Diversitree by running
10,000 Markov chains using the MCC tree and the same BiSSE and MuSSE models
as above. For comparison with the Bayesian estimates and to account for phylogenetic
uncertainty, diversiﬁcation rates were also estimated with maximum likelihood analyses
from 1,000 post burn-in trees inferred with BEAST and the mean values were
plotted on the posterior density plots.
RESULTS
Phylogenetic conservatism of traits associated with host plant use
Rhinusa and Gymnetron represent two non-reciprocally monophyletic groups with deep
genetic divergences between southern Africa and Palearctic lineages (Hernández-Vera
et al., 2013). Results from both parsimony and likelihood-based tests indicate that there is
statistically signiﬁcant phylogenetic conservatism in host use by plant family and
modes of parasitism. Characters of host use by plant family are not randomly distributed
across the Bayesian consensus tree (p < 0.001). Eight parsimony steps were observed
against 14 expected steps at the lower conﬁdence limit under 10,000 character
randomizations of the null model. When host plant use is categorized according to the
plant parts being parasitized and as gall inducer vs. non gall inducer, the distribution
of characters over the Bayesian consensus tree is marginally signiﬁcant at the 0.05
conﬁdence level, that is, in both cases the difference between the expected (null model) and
observed number of parsimony steps is only one. A similar trend was observed for the
results from the estimation of Pagel’s lambda parameter, which indicate a strong
phylogenetic signal for host use by plant family (l = 1) but less phylogenetic signal for both
host use as either gall or non-gall inducer and parasitic mode on different plant
structures (Table 1).
Table 1 Summary statistics of Pagel’s lambda parameter estimated from the MCC tree inferred with
BEAST and different categorization schemes of host plant use.
Estimated
lambda value
Log-likelihood of models
lambda set
to zero
lambda
estimated
x2 value
(df = 1)
Parasitism on either roots,
stems or fruit and seed capsules
0.772 -45.588 -41.198 8.782**
Gall vs. non gall inducers 0.927 -26.591 -22.461 8.261**
Host use by plant family 1.0 -32.462 -13.398 38.128***
Notes:
Lambda values equal or close to one indicate strong phylogenetic signal. Log-likelihood values from the estimates of
lambda were contrasted with those obtained from models where lambda was set to zero (no phylogenetic signal).
Likelihood ratio tests were approximated with a Chi-squared (w2) distribution.
** p-value < 0.01.
*** p-value < 0.001.
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Reconstruction of ancestral character states
Results from the Bayesian analyses provide strong support for the family Scrophulariaceae
and non-gall inducing parasitic behavior as ancestral character states of host plant
use by Gymnetron and Rhinusa. The estimated mean posterior probability for
Scrophulariaceae as the ancestral state at the two most basal nodes 1 and 2 was 0.99 and
0.96, respectively, whereas for non-gall inducing behavior the values were 0.75 and 0.81
for the same nodes. A parasitic behavior on fruits and seed capsules as the ancestral
condition appears weakly supported as the mean posterior probability values were 0.55
and 0.69 at nodes 1 and 2, respectively (Fig. 1). A single-rate model of trait evolution was
the most frequently sampled model by the rjMCMC for each of the three schemes of
host plant use, but with different restrictions on the transition rates. For use of host plant
family the transition rate from Plantaginaceae to Scrophulariaceae was equal to zero, for
gall vs non-gall parasitic behavior both transition rates were equal, and for parasitic
behavior on three different plant organs all transition rates were equal except for the
transition from fruit and seed capsules to roots, which was equal to zero.
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Figure 1 Bayesian ancestral state reconstructions for different traits of host plant use by Rhinusa and
Gymnetron weevils. Violin plots show posterior probability densities (P.P.D.) of ancestral states for
different traits of host plant use by Rhinusa and Gymnetron species: (A–B) use of either Scrophulariaceae
or Plantaginaceae taxa as hosts, (C–D) gall vs. non-gall inducer behavior, and (E–F) parasitic behavior on
three different plant organs. White dots and vertical bars inside density plots represent the median and
interquartile range, respectively. Using rjMCMC analyses and the “AddMRCA” command in Bayes-
Traits, reconstructions were performed across a random sample of 1,000 post burn-in trees for the two
most basal nodes labelled as 1 and 2 in the majority-rule consensus tree obtained with MrBayes (G).
Branch colors indicate the genera and outgrup taxa; green =Gymnetron, black = Rhinusa, red = outgroup.
Full-size DOI: 10.7717/peerj.6625/ﬁg-1
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Ancestral state reconstructions under BiSSE and MuSSE models recovered the same
ancestral states as rjMCMC analyses for all host plant use traits, except for parasitic
behavior on fruits and seed capsules as the ancestral state at node 1. In this case the result is
equivocal with a proportional likelihood value of 0.33, hence the three states are
equally probable. For node 2, parasitic behavior on fruits and seed capsules as the ancestral
state is weakly supported with a proportional likelihood value of 0.55. Proportional
likelihoods for use of Scrophulariaceae as the ancestral condition in nodes 1 and 2 are 1.0
in both cases, whereas the values for non-gall inducer behavior as the ancestral state are
0.88 and 0.92 for nodes 1 and 2, respectively (Fig. 2).
Effects of traits associated with host plant use on speciation and
extinction rates
Signiﬁcant effects of traits associated with host plant use on extinction rates were found in
two cases. The symmetric model assuming equal extinction rates for the use of
Plantaginaceae or Scrophulariaceae as hosts was rejected in 728 of the 1,000 likelihood
ratio tests performed (Fig. S1A). Likewise, 790 out of 1,000 likelihood ratio tests
rejected the symmetric model assuming equal extinction rates for weevils parasitizing
Scrophulariaceae
Plantaginaceae
NA
Non−gall inducer
Gall inducer
Roots
Stems
Fruits & seed capsules
NA
CBA
NA
Figure 2 Maximum likelihood ancestral state reconstructions. Employing the MCC tree generated
with BEAST, ancestral state reconstructions were performed under BiSSE and MuSSE models for dif-
ferent traits of host plant use by Rhinusa (black branches) and Gymnetron (magenta branches) species:
(A) use of Scrophulariaceae or Plantaginaceae as hosts, (B) gall vs. non-gall inducer behavior, and
(C) parasitic behavior on three different plant organs. Pie graphs represent proportional likelihoods of
alternative character states; NA stands for not available trait data.
Full-size DOI: 10.7717/peerj.6625/ﬁg-2
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either roots, stems or fruits and seed capsules (Fig. S1B). Extinction rates associated with
use of plants within Plantaginaceae as hosts were consistently estimated to be equal or
close to zero for the 1,000 analyzed post burn-in trees (Fig. 3A); similarly, the lowest
extinction rates were estimated for weevils parasitizing fruits and seeds (Fig. 3B). Because
low sample size (56 tips in our tree) may reduce the accuracy and precision of parameter
estimation in trait-dependent diversiﬁcation analyses (Davis, Midford & Maddison,
2013), we additionally simulated fully sampled trees using the previously estimated
speciation and extinction rates (median values from the ML analyses performed on 1,000
post burn-in trees) and then we inferred those rates after pruning the trees to the
proportion of taxa in our original tree (0.52). The results show that both BiSSE and MuSSE
analyses are able to correctly estimate extinction rates from the pruned tree (Fig. S2).
No evidence of character state-dependent speciation rates was found for any of the traits
associated with host plant use. Bayesian estimation of net diversiﬁcation rates (l—m)
associated with use of host plant family and parasitic behavior on different plant
parts are presented as density plots in Fig. 4. Consistent with the likelihood estimates of
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Figure 3 Estimated extinction rates associated with different traits of host plant use by Rhinusa and
Gymnetron weevils. (A) Host plant use categorization according to plant family. (B) Host plant use
categorization according to parasitic behavior on different plant organs. Rates were estimated under
BiSSE and MuSSE models (FitzJohn, 2012) from 1,000 post burn-in Bayesian trees.
Full-size DOI: 10.7717/peerj.6625/ﬁg-3
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low extinction rates, higher diversiﬁcation rates were estimated for weevils using
Plantaginaceae taxa as hosts and parasitizing fruits and seed capsules.
DISCUSSION
Phylogenetic conservatism of host plant use
Our results provide strong evidence for phylogenetic conservatism of host use at the plant
family level. Although examples of generalist plant-feeding insects exist (Ali & Agrawal,
2012; Bernays & Minkenberg, 1997; Forister et al., 2015; Ribeiro et al., 2005), the most
commonly observed pattern is that most species are restricted to a few closely related plant
taxa where related insects tend to feed on related groups of plants, that is, host plant
use is maintained over evolutionary time scales (Jaenike, 1990; Janz & Nylin, 1998;
Winkler & Mitter, 2008). Since the publication of Ehrlich & Raven’s (1964) inﬂuential
paper, it has been recognized that host plant chemistry (secondary compounds) and insect
dietary tolerances play a signiﬁcant role in shaping insect-host plant associations
(Becerra, 1997; Berenbaum, 1983; Feeny, 1975; Nishida, 2014; Wahlberg, 2001). At high
taxonomic ranks such as plant family, plants may exhibit important differences in
their secondary compounds, making host shifts less frequent due to the difﬁculty of insects
to metabolize different compounds (Becerra, 1997; Futuyma & McCafferty, 1990;
Janz & Nylin, 1998).
In the case of the host plant families utilized by Rhinusa and Gymnetron, there is an
apparent pattern of mutually exclusive occurrence of two types of iridoid glycosides
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Figure 4 Posterior probability density plots of net diversiﬁcation rates (λ—μ) for Rhinusa and
Gymnetron weevils associated with two traits of host plant use. (A) Use of two different plant
families as hosts, (B) parasitic behavior on three different plant organs. Parameters were estimated from
the MCC tree generated with BEAST under BiSSE and MuSSE models, respectively. Vertical lines
represent mean maximum likelihood estimates from 1,000 post burn-in trees inferred with BEAST.
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(Boros & Stermitz, 1990; Bowers, 1991; Jensen, Nielsen & Dahlgren, 1975). Host plants in
the Scrophulariaceae synthetize aucubine and or catalpol, whereas host plants within
Plantaginaceae lack of these compounds or they are present in only small amounts.
Except for the genusVeronica, the main iridoid constituents of hosts within Plantaginaceae
are antirrhinoside, antirrhinum glycoside B, and or asarina glycoside (Kooiman, 1970).
Hence, qualitative and quantitative variation in the levels of these compounds might
explain, at least in part, host use at the plant family level. It has been shown that some
species included in the same tribe of our focal group (Mecinini) and the closely
related Cionini, exhibit metabolic differences in the sequestration of these compounds.
Weevils of the genera Cionus and Cleopus sequester iridoid glycosides from their host
plants Scrophularia and Verbascum, in contrast, there is no evidence of sequestration of
these compounds by weevils of the generaMecinus and Rhinusa (Baden, Franke & Dobler,
2012; Baden, Franke & Dobler, 2013; Jamieson & Bowers, 2010). Although iridoid
glycosides may play a signiﬁcant role in the interaction of Gymnetron and Rhinusa weevils
with their hosts, perhaps as feeding stimulants and oviposition cues (Nieminen et al., 2003;
Reudler Talsma et al., 2008), further studies will be necessary to elucidate the exact
mechanism of host plant preferences, as concentrations of secondary metabolites may be
affected by a variety of abiotic and biotic factors (Jamieson & Bowers, 2010, 2012).
The lower phylogenetic signal for traits of parasitic behavior suggest they are more labile
ecological traits. This ﬁnding contrasts with evidence reported for several beetle
groups that suggests larval feeding habits and modes of parasitism exhibit higher
phylogenetic conservatism than host plant taxa associations (Farrell & Sequeira, 2004;
Marvaldi et al., 2002; Morse & Farrell, 2005). Other studies on gall-inducing insects have
found evidence that shifts between host plant organs can occur at a signiﬁcantly
greater rate than shifts between different host taxa (Cook et al., 2002; Joy & Crespi, 2007).
Modes of parasitism on different plant structures may represent alternative ecological axes
for niche expansion and a ﬁner partitioning of resources, as they can reduce potential
inter- and intraspeciﬁc competition (Denno, McClure & Ott, 1995; Klomp, 1964;
Price, 1980). Mediated by marking pheromones, many parasitoids and phytophagous
insects avoid hosts already infested by conspeciﬁcs or closely related species (Anderson,
2003; Nuﬁo & Papaj, 2001; Roitberg & Prokopy, 1987). In beetles, there is evidence
that ovipositing females of some species within the families Chrysomelidae (Guedes &
Yack, 2016; Messina & Renwick, 1985) and Curculionidae (Addesso et al., 2007; Ferguson
et al., 1999) avoid hosts and plant structures that have been previously utilized by
other females for laying eggs. Hence, driven by chemical constraints, the use of a restricted
set of host plants over evolutionary time scales may lead to inter- and intraspeciﬁc
competition which in turn could facilitate an escape-and-radiate scenario (Ehrlich &
Raven, 1964) where weevils “escape” to different plant structures, potentially undergoing
diversiﬁcation. An example of this is illustrated by ﬁve species of Rhinusa exploiting
different resources within the same host plant species Linaria vulgaris. R. antirrhini feeds
and develops inside fruit capsules, whereas R. linariae and R. pilosa are both gall inducers,
the former utilizes roots and the latter stems. A further level of ecological resource
partitioning is present with two other species, R. collina and R. eversmanni, acting as
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inquilines of the galls induced by R. linariae and R. pilosa, respectively (Gassmann et al.,
2014; Toševski, Gassmann & Desančic, 2007).
Evolution of host plant use and diversification
Results from Bayesian and maximum likelihood methods provide strong support for use of
host plants within Scrophulariaceae as the ancestral condition for Rhinusa and Gymnetron.
This is consistent with the hypothesis put forward by Hernández-Vera et al. (2013)
for a South African origin for this species complex, given the predominant concentration
of Scrophulariaceae genera in the southern hemisphere, particularly Africa (Olmstead
et al., 2001; Tank et al., 2006). Thus, weevils initially specialized on plants within
Scrophulariaceae and eventually colonized Plantaginaceae, a new set of plants closely
related to the ancestral ones (Albach, Meudt & Oxelman, 2005). Results from the rjMCMC
analyses also support this hypothesis, as the most frequently sampled model of trait
evolution was a single-rate model with transition rates from Plantaginaceae to
Scrophulariaceae restricted to zero. The estimated higher diversiﬁcation rates associated
with use of Plantaginaceae taxa as hosts (Fig. 4) suggest that this colonization event
facilitated the diversiﬁcation of the group, exploiting and adapting to newly-opened
ecological niche space, potentially reducing competition for resources and providing an
enemy-free space (Murphy, 2004; Schluter, 2000). It is worth noting that most of the taxa
(ﬁve out of six) utilized as hosts within Plantaginaceae are included in the tribe
Antirrhineae, a group of plants characterized for synthesizing antirrhinoside, an iridoid
glycoside that appears to function as a deterrent for some generalist herbivores but also
as an attractant for others, particularly those exhibiting a more specialized diet
(Beninger, Cloutier & Grodzinski, 2008; Bowers, 1991). Thus, the unique secondary
compound present in the alternative host may have represented an advantage over the
ancestral host taxa.
A non-gall inducing behavior is also supported as the ancestral condition for Rhinusa
and Gymnetron weevils. Based on the scarcity or absence of gall inducers in the
most ancestral families within Curculionoidea, it has been suggested that galling represents
a derived specialized life history in weevils (Korotyaev et al., 2005). Galls may represent
an expansion of ecological resources for Rhinusa and Gymnetron, providing
enhanced nutrition and a favorable microhabitat that facilitates their larval development
(Price, Fernandes & Waring, 1987; Stone & Schönrogge, 2003). However, we did not
ﬁnd evidence of any effect of either gall or non-gall inducing behavior on speciation and
extinction rates. Although gall-inducing insect groups are considered to be more
host-speciﬁc than their non-galling relatives (Hardy & Cook, 2010; Price, Fernandes &
Waring, 1987; Shorthouse & Rohfritsch, 1992), to date there is no conclusive evidence of
increased diversiﬁcation rates in gallers. The effect of gall inducing behavior on net
diversiﬁcation rate appears to be lineage speciﬁc, where host range may also play an
important role (Hardy & Cook, 2010).
The ancestral state reconstruction of parasitic behavior on different plant structures is
highly uncertain, and as a consequence it is difﬁcult to infer the plesiomorphic condition.
It has been reported that larvae of Gymnetron, Rhinusa and the closely related genus
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Mecinus do not exhibit a general pattern regarding the direction of evolution in their
modes of parasitism (Caldara, Sassi & Montagna, 2013; Caldara, Sassi & Toševski, 2010).
This apparent lack of directionality is consistent with our results from phylogenetic
conservatism analyses supporting the parasitic behavior as a labile ecological trait. On the
other hand, results from the trait-dependent diversiﬁcation analyses under the MuSSE
model suggest that endoparasitism of fruits and seed capsules has contributed to the
diversiﬁcation of Rhinusa and Gymnetron weevils (Figs. 3B and 4). The use of these
reproductive structures may represent an advantage, as they provide higher amounts of
nutrients for the developing endophagous larvae (Hulme & Benkman, 2002; Janzen, 1971)
and a favorable micro-environment which may help to overcome the problem of
desiccation of the immature stages (Anderson, 1993). Additionally, seeds can contain high
concentrations of secondary compounds toxic to some vertebrates, insects or microbes
and thus provide protection to certain specialist seed predators (Janzen, 1971). It has been
shown that concentrations of antirrhinoside and other iridoid glycosides are usually
high in reproductive organs in some host species utilized by Rhinusa and Gymnetron in the
tribe Antirrhineae (Beninger et al., 2007; Jamieson & Bowers, 2010).
Interestingly, our results indicate that the enhanced diversiﬁcation rates associated with
the use of Plantaginaceae and endoparasitism of fruits and seed capsules, are driven by low
extinction rates (Figs. 3A–3B). Traditionally, studies have focused on the mechanisms
promoting speciation in Coleoptera, particularly plant-feeding beetles (Farrell, 1998;
McKenna et al., 2009;Mitter, Farrell & Wiegmann, 1988), however, it may also be fruitful to
pay attention to the factors that have inhibited their extinction (Smith & Marcot, 2015).
Although extinction estimates from phylogenies of present day species have been called into
question (Quental & Marshall, 2010; Rabosky, 2010), of relevance is the fact that all
living weevil families are known from the fossil record, and all weevil families in the fossil
record are extant (Gratshev & Zherikhin, 2003;McKenna et al., 2009). This is consistent with
the evidence that reduced extinction has played an important role in the extraordinary
diversity of modern insects (Condamine, Clapham & Kergoat, 2016; Labandeira & Sepkoski,
1993) and particularly beetles (Hunt et al., 2007; McKenna et al., 2015).
CONCLUSIONS
Rhinusa and Gymnetron weevils initially specialized on plants within Scrophulariaceae
and then shifted to the closely related Plantaginaceae. Likewise, their gall inducing
behavior represents a derived specialized trait which evolved from non-galler weevils
possibly in response to resource competition given that usually more than one species
utilize the same host (although other explanations are possible, such as escape from
parasites/predators), providing enhanced nutrition and a favorable microhabitat which
facilitates larval development. The use of restricted sets of host plants is phylogenetically
conserved, most likely because of substantial differences in the chemical composition
of their hosts, thus reducing the probability of host shifts. In contrast, the utilization of
different plant organs represents a more labile ecological trait that allows a ﬁner
partitioning of resources; this ecological niche expansion is associated with enhanced
diversiﬁcation rates in weevils exhibiting a parasitic behavior on fruits and seed capsules.
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Our results show that ecological factors such as host plant use and specialized
endoparasitic habits can promote diversiﬁcation via low extinction rates in phytophagous
insects that require plant tissues for the completion of their reproductive cycle.
ACKNOWLEDGEMENTS
We thank the editor Michael Singer and three anonymous reviewers for their valuable
comments and suggestions to improve the manuscript.
ADDITIONAL INFORMATION AND DECLARATIONS
Funding
This research was funded by Consejo Nacional de Ciencia y Tecnología (CONACYT)
Mexico and in part by Grant III43001 (The Ministry of Education and Science of the
Republic of Serbia). There was no additional external funding received for this study. The
funders had no role in study design, data collection and analysis, decision to publish, or
preparation of the manuscript.
Grant Disclosures
The following grant information was disclosed by the authors:
Consejo Nacional de Ciencia y Tecnología (CONACYT) Mexico: III43001.
The Ministry of Education and Science of the Republic of Serbia.
Competing Interests
Ivo Toševski is employed by CABI Switzerland, Delémont, Switzerland.
Author Contributions
 Gerardo Hernández-Vera conceived and designed the experiments, performed the
experiments, analyzed the data, prepared ﬁgures and/or tables, authored or reviewed
drafts of the paper, approved the ﬁnal draft.
 Ivo Toševski contributed reagents/materials/analysis tools, authored or reviewed drafts
of the paper, approved the ﬁnal draft.
 Roberto Caldara contributed reagents/materials/analysis tools, authored or reviewed
drafts of the paper, approved the ﬁnal draft.
 Brent C. Emerson conceived and designed the experiments, authored or reviewed drafts
of the paper, approved the ﬁnal draft.
Data Availability
The following information was supplied regarding data availability:
Original dataset of DNA sequences is in https://www.treebase.org/, Study ID S13611.
Hernández-Vera, Gerardo (2019): Phylogenetic Trees & Data. ﬁgshare. Fileset.
DOI 10.6084/m9.ﬁgshare.7117928.v2.
Hernández-Vera, Gerardo (2018): Simulations of phylogenetic trees under
BISSE and MUSSE models and MCMC analyses. ﬁgshare. Code.
DOI 10.6084/m9.ﬁgshare.7117988.v1.
Hernández-Vera et al. (2019), PeerJ, DOI 10.7717/peerj.6625 14/21
Supplemental Information
Supplemental information for this article can be found online at http://dx.doi.org/10.7717/
peerj.6625#supplemental-information.
REFERENCES
Addesso KM, McAuslane HJ, Stansly PA, Schuster DJ. 2007. Host-marking by female pepper
weevils, Anthonomus eugenii. Entomologia Experimentalis et Applicata 125(3):269–276
DOI 10.1111/j.1570-7458.2007.00626.x.
Adler D. 2005. vioplot: violin plot. R package version 0.2. Available at
https://cran.r-project.org/web/packages/vioplot/index.html.
Albach DC, Meudt HM, Oxelman B. 2005. Piecing together the “new” Plantaginaceae.
American Journal of Botany 92(2):297–315 DOI 10.3732/ajb.92.2.297.
Ali JG, Agrawal AA. 2012. Specialist versus generalist insect herbivores and plant defense.
Trends in Plant Science 17(5):293–302 DOI 10.1016/j.tplants.2012.02.006.
Anderson P. 2003. Oviposition pheromones in herbivorous and carnivorous insects. In: Hilker M,
Meiners T, eds. Chemoecology of Insect Eggs and Egg Deposition. Oxford: Blackwell
Publishing Ltd, 235–263.
Anderson RS. 1993. Weevils and plants: phylogenetic versus ecological mediation of evolution of
host-plant associations in Curculioninae (Coleoptera: Curculionidae). Memoirs of the
Entomological Society of Canada 125(S165):197–232 DOI 10.4039/entm125165197-1.
Anderson RS. 1995. An evolutionary perspective of diversity in Curculionoidea. Memoirs of the
Entomological Society of Washington 14:103–114.
Baden CU, Franke S, Dobler S. 2012. Differing patterns of sequestration of iridoid glycosides
in the Mecininae (Coleoptera: Curculionidae). Chemoecology 22(2):113–118
DOI 10.1007/s00049-012-0103-0.
Baden CU, Franke S, Dobler S. 2013. Host dependent iridoid glycoside sequestration
patterns in Cionus hortulanus. Journal of Chemical Ecology 39(8):1112–1114
DOI 10.1007/s10886-013-0323-y.
Becerra JX. 1997. Insects on plants: macroevolutionary chemical trends in host use. Science
276(5310):253–256 DOI 10.1126/science.276.5310.253.
Beninger CW, Cloutier RR, Grodzinski B. 2008. The iridoid glucoside, antirrhinoside, from
Antirrhinum majus L. has differential effects on two generalist insect herbivores.
Journal of Chemical Ecology 34(5):591–600 DOI 10.1007/s10886-008-9445-z.
Beninger CW, Cloutier RR, Monteiro MA, Grodzinski B. 2007. The distribution of two major
iridoids in different organs of Antirrhinum majus L. at selected stages of development.
Journal of Chemical Ecology 33(4):731–747 DOI 10.1007/s10886-007-9253-x.
Berenbaum M. 1983. Coumarins and caterpillars: a case for coevolution. Evolution 37(1):163–179
DOI 10.2307/2408184.
Bernays EA, Minkenberg OPJM. 1997. Insect herbivores: different reasons for being a generalist.
Ecology 78(4):1157–1169 DOI 10.2307/2265866.
Boros CA, Stermitz FR. 1990. Iridoids: an updated review. Part I. Journal of Natural Products
53(5):1055–1147 DOI 10.1021/np50077a001.
Bouckaert R, Heled J, Kühnert D, Vaughan T, Wu C-H, Xie D, Suchard MA, Rambaut A,
Drummond AJ. 2014. BEAST 2: a software platform for Bayesian evolutionary analysis.
PLOS Computational Biology 10(4):e1003537 DOI 10.1371/journal.pcbi.1003537.
Hernández-Vera et al. (2019), PeerJ, DOI 10.7717/peerj.6625 15/21
Bowers MD. 1991. Iridoid glycosides. In: Rosenthal GA, Berenbaum MR, eds. Herbivores: Their
Interactions with Plant Secondary Metabolites. San Diego: Academic Press, 251–295.
Caldara R. 2001. Phylogenetic analysis and higher classiﬁcation of the tribe Mecinini
(Coleoptera: Curculionidae: Curculioninae). Koleopterologische Rundschau 71:171–203.
Caldara R. 2003. Revisione dei Gymnetron della Regione Afrotropicale (Coleoptera:
Curculionidae). Memorie della Società Entomologica Italiana 82:87–272.
Caldara R. 2008. Revisione delle specie Paleartiche del genere Gymnetron (Insecta: Coleoptera:
Curculionidae). Aldrovandia 4:27–103.
Caldara R. 2013. Curculionidae: Curculioninae. In: Löbl I, Smetana A, eds. Catalogue of Palaearctic
Coleoptera. Leiden: Brill Publishers, 51–56.
Caldara R, Colonnelli E, Osella G. 2008. Curculionidae curculioninae: relationships between
mediterranean and southern African species (Coleoptera). Biogeographia 29:133–156.
Caldara R, Colonnelli E, Osella G. 2009. On recently collected South African Tychiini and
Mecinini, with description of seven new species (Coleoptera: Curculionidae). Fragmenta
Entomologica 41(1):129–167 DOI 10.4081/fe.2009.87.
Caldara R, Sassi D, Montagna M. 2013. Systematics of the weevil genus Mecinus Germar,
1821 (Coleoptera: Curculionidae). II. Phylogenetic analysis based on adult morphological
characters and host plant information. Zootaxa 3664(2):136–148
DOI 10.11646/zootaxa.3664.2.2.
Caldara R, Sassi D, Toševski I. 2010. Phylogeny of the weevil genus Rhinusa Stephens based on
adult morphological characters and host plant information (Coleoptera: Curculionidae).
Zootaxa 2627(1):39–56 DOI 10.11646/zootaxa.2627.1.3.
Condamine FL, Clapham ME, Kergoat GJ. 2016. Global patterns of insect diversiﬁcation:
towards a reconciliation of fossil and molecular evidence? Scientiﬁc Reports 6(1):19208
DOI 10.1038/srep19208.
Cook JM, Rokas A, Pagel M, Stone GN. 2002. Evolutionary shifts between host oak sections
and host-plant organs in Andricus gallwasps. Evolution 56(9):1821–1830
DOI 10.1111/j.0014-3820.2002.tb00196.x.
Davis MP, Midford PE, Maddison W. 2013. Exploring power and parameter estimation of the
BiSSE method for analyzing species diversiﬁcation. BMC Evolutionary Biology 13(1):38
DOI 10.1186/1471-2148-13-38.
Denno RF, McClure MS, Ott JR. 1995. Interspeciﬁc interactions in phytophagous insects:
competition reexamined and resurrected. Annual Review of Entomology 40(1):297–331
DOI 10.1146/annurev.en.40.010195.001501.
Ehrlich PR, Raven PH. 1964. Butterﬂies and plants: a study in coevolution. Evolution
18(4):586–608 DOI 10.2307/2406212.
Farrell BD. 1998. “Inordinate fondness” explained: why are there so many beetles? Science
281(5376):555–559 DOI 10.1126/science.281.5376.555.
Farrell BD, Sequeira AS. 2004. Evolutionary rates in the adaptive radiation of beetles on plants.
Evolution 58(9):1984–2001 DOI 10.1111/j.0014-3820.2004.tb00484.x.
Feeny P. 1975. Biochemical coevolution between plants and their insect herbivores. In: Gilbert LE,
Raven PH, eds. Coevolution of Animals and Plants. Austin: University of Texas Press, 5–19.
Ferguson AW, Ziesmann J, Blight MM, Williams IH, Wadhams LJ, Clark SJ, Woodcock CM,
Mudd A. 1999. Perception of oviposition-deterring pheromone by cabbage seed weevil
(Ceutorhynchus assimilis). Journal of Chemical Ecology 25(7):1655–1670
DOI 10.1023/a:1020801319251.
Hernández-Vera et al. (2019), PeerJ, DOI 10.7717/peerj.6625 16/21
FitzJohn RG. 2012. Diversitree: comparative phylogenetic analyses of diversiﬁcation in R.
Methods in Ecology and Evolution 3(6):1084–1092 DOI 10.1111/j.2041-210X.2012.00234.x.
FitzJohn RG, Maddison WP, Otto SP. 2009. Estimating trait-dependent speciation and
extinction rates from incompletely resolved phylogenies. Systematic Biology 58(6):595–611
DOI 10.1093/sysbio/syp067.
Forister ML, Novotny V, Panorska AK, Baje L, Basset Y, Butterill PT, Cizek L, Coley PD,
Dem F, Diniz IR, Drozd P, Fox M, Glassmire AE, Hazen R, Hrcek J, Jahner JP, Kaman O,
Kozubowski TJ, Kursar TA, Lewis OT, Lill J, Marquis RJ, Miller SE, Morais HC, MurakamiM,
Nickel H, Pardikes NA, Ricklefs RE, Singer MS, Smilanich AM, Stireman JO,
Villamarín-Cortez S, Vodka S, Volf M, Wagner DL, Walla T, Weiblen GD, Dyer LA. 2015.
The global distribution of diet breadth in insect herbivores. Proceedings of the National
Academy of Sciences of the United States of America 112(2):442–447
DOI 10.1073/pnas.1423042112.
Freckleton RP, Harvey PH, Pagel M. 2002. Phylogenetic analysis and comparative data: a test
and review of evidence. American Naturalist 160(6):712–726 DOI 10.1086/343873.
Futuyma DJ, Agrawal AA. 2009. Macroevolution and the biological diversity of plants and
herbivores. Proceedings of the National Academy of Sciences of the United States of America
106(43):18054–18061 DOI 10.1073/pnas.0904106106.
Futuyma DJ, Keese MC, Scheffer SJ. 1993. Genetic constraints and the phylogeny of insect-plant
associations: responses of Ophraella communa (Coleoptera: Chrysomelidae) to host plants of its
congeners. Evolution 47(3):888–905 DOI 10.1111/j.1558-5646.1993.tb01242.x.
Futuyma DJ, McCafferty SS. 1990. Phylogeny and the evolution of host plant associations in the
leaf beetle genus Ophraella (Coleoptera: Chrysomelidae). Evolution 44(8):1885–1913
DOI 10.2307/2409602.
Gassmann A, De Clerck-Floate R, Sing S, Toševski I, Mitrovic M, Krstic O. 2014. Biology and
host speciﬁcity of Rhinusa pilosa, a recommended biological control agent of Linaria vulgaris.
BioControl 59(4):473–483 DOI 10.1007/s10526-014-9578-7.
Gassmann A, Paetel C. 1998. Gymnetron netum (Coleoptera: Curculionidae). A potential agent
for biological control of toadﬂax in North America. Delémont: Centre for Agriculture and
Biosciences International, 33.
Gratshev VG, Zherikhin VV. 2003. The fossil record of weevils and related beetle families
(Coleoptera: Curculionoidea). Acta Zoologica Cracoviensia 46:129–138.
Groppe K. 1992. Gymnetron antirrhini Paykull (Coleoptera: Curculionidae). A candidate for
biological control of Dalmatian toadﬂax in North America. Delémont: Centre for Agriculture and
Bioscience International, 22.
Guedes RNC, Yack JE. 2016. Shaking youngsters and shaken adults: female beetles eavesdrop
on larval seed vibrations to make egg-laying decisions. PLOS ONE 11(2):e0150034
DOI 10.1371/journal.pone.0150034.
Hardy NB, Cook LG. 2010. Gall-induction in insects: evolutionary dead-end or speciation driver?
BMC Evolutionary Biology 10(1):257 DOI 10.1186/1471-2148-10-257.
Harmon LJ, Weir JT, Brock CD, Glor RE, Challenger W. 2008. GEIGER: investigating
evolutionary radiations. Bioinformatics 24(1):129–131 DOI 10.1093/bioinformatics/btm538.
Hernández-Vera G, Caldara R, Toševski I, Emerson BC. 2013.Molecular phylogenetic analysis of
archival tissue reveals the origin of a disjunct southern African–Palaearctic weevil radiation.
Journal of Biogeography 40(7):1348–1359 DOI 10.1111/jbi.12081.
Hernández-Vera G, Mitrovic M, Jovic J, Toševski I, Caldara R, Gassmann A, Emerson BC.
2010. Host-associated genetic differentiation in a seed parasitic weevil Rhinusa antirrhini
Hernández-Vera et al. (2019), PeerJ, DOI 10.7717/peerj.6625 17/21
(Coleoptera: Curculionidae) revealed by mitochondrial and nuclear sequence data.
Molecular Ecology 19(11):2286–2300 DOI 10.1111/j.1365-294X.2010.04639.x.
Hernández CE, Rodríguez-Serrano E, Avaria-Llautureo J, Inostroza-Michael O,
Morales-Pallero B, Boric-Bargetto D, Canales-Aguirre CB, Marquet PA, Meade A. 2013.
Using phylogenetic information and the comparative method to evaluate hypotheses in
macroecology. Methods in Ecology and Evolution 4(5):401–415 DOI 10.1111/2041-210X.12033.
Hintze JL, Nelson RD. 1998. Violin plots: a box plot-density trace synergism.
American Statistician 52(2):181–184 DOI 10.1080/00031305.1998.10480559.
Huelsenbeck JP, Larget B, Alfaro ME. 2004. Bayesian phylogenetic model selection using
reversible jump Markov chain Monte Carlo. Molecular Biology and Evolution 21(6):1123–1133
DOI 10.1093/molbev/msh123.
Hulme PE, Benkman CW. 2002. Granivory. In: Herrera CM, Pellmyr O, eds. Plant Animal
Interactions: An Evolutionary Approach. Oxford: Wiley, 132–154.
Hunt T, Bergsten J, Levkanicova Z, Papadopoulou A, John OS, Wild R, Hammond PM,
Ahrens D, Balke M, Caterino MS, Gomez-Zurita J, Ribera I, Barraclough TG, Bocakova M,
Bocak L, Vogler AP. 2007. A comprehensive phylogeny of beetles reveals the evolutionary
origins of a superradiation. Science 318(5858):1913–1916 DOI 10.1126/science.1146954.
Jaenike J. 1990. Host specialization in phytophagous insects. Annual Review of Ecology and
Systematics 21(1):243–273 DOI 10.1146/annurev.ecolsys.21.1.243.
Jamieson MA, Bowers MD. 2010. Iridoid glycoside variation in the invasive plant dalmatian
toadﬂax, Linaria dalmatica (Plantaginaceae), and sequestration by the biological
control agent, Calophasia lunula. Journal of Chemical Ecology 36(1):70–79
DOI 10.1007/s10886-009-9728-z.
Jamieson MA, Bowers MD. 2012. Soil nitrogen availability and herbivore attack inﬂuence the
chemical defenses of an invasive plant (Linaria dalmatica: Plantaginaceae). Chemoecology
22(1):1–11 DOI 10.1007/s00049-011-0087-1.
Janz N, Nylin S. 1998. Butterﬂies and plants: a phylogenetic study. Evolution 52(2):486–502
DOI 10.2307/2411084.
Janzen DH. 1971. Seed predation by animals. Annual Review of Ecology and Systematics
2(1):465–492 DOI 10.1146/annurev.es.02.110171.002341.
Jensen SR, Nielsen BJ, Dahlgren R. 1975. Iridoid compounds, their occurrence and systematic
importance in angiosperms. Botaniska Notiser 128:148–180.
Joy JB, Crespi BJ. 2007. Adaptive radiation of gall-inducing insects within a single host-plant
species. Evolution 61(4):784–795 DOI 10.1111/j.1558-5646.2007.00069.x.
Klomp H. 1964. Intraspeciﬁc competition and the regulation of insect numbers. Annual Review
of Entomology 9(1):17–40 DOI 10.1146/annurev.en.09.010164.000313.
Kooiman P. 1970. The occurrence of iridoid glycosides in the Scrophulariaceae. Acta Botanica
Neerlandica 19(3):329–340 DOI 10.1111/j.1438-8677.1970.tb00655.x.
Korotyaev BA, Konstantinov AS, Lingafelter SW, Mandelshtam M, Volkovitsch MG. 2005.
Gall-inducing coleoptera. In: Raman A, Schaefer CW, Withers TM, eds. Biology, Ecology, and
Evolution of Gall-Inducing Arthropods. Enﬁeld: Science Publishers, 239–272.
Labandeira CC, Sepkoski JJ. 1993. Insect diversity in the fossil record. Science 261(5119):310–315
DOI 10.1126/science.11536548.
Leppänen SA, Altenhofer E, Liston AD, Nyman T. 2012. Phylogenetics and evolution of
host-plant use in leaf-mining sawﬂies (Hymenoptera: Tenthredinidae: Heterarthrinae).
Molecular Phylogenetics and Evolution 64(2):331–341 DOI 10.1016/j.ympev.2012.04.005.
Hernández-Vera et al. (2019), PeerJ, DOI 10.7717/peerj.6625 18/21
Maddison WP, Maddison DR. 2016. Mesquite: a modular system for evolutionary analysis.
Version 3.1. Available at http://mesquiteproject.org.
Maddison WP, Midford PE, Otto SP. 2007. Estimating a binary character’s effect on speciation
and extinction. Systematic Biology 56(5):701–710 DOI 10.1080/10635150701607033.
Maddison WP, Slatkin M. 1991. Null models for the number of evolutionary steps in a character
on a phylogenetic tree. Evolution 45(5):1184–1197 DOI 10.2307/2409726.
Marvaldi AE, Sequeira AS, O’Brien CW, Farrell BD. 2002. Molecular and morphological
phylogenetics of weevils (Coleoptera: Curculionoidea): do niche shifts accompany
diversiﬁcation? Systematic Biology 51(5):761–785 DOI 10.1080/10635150290102465.
Mayr E. 1963. Populations, species, and evolution. Cambridge: Harvard University Press.
McKenna DD, Sequeira AS, Marvaldi AE, Farrell BD. 2009. Temporal lags and overlap in the
diversiﬁcation of weevils and ﬂowering plants. Proceedings of the National Academy of Sciences
of the United States of America 106(17):7083–7088 DOI 10.1073/pnas.0810618106.
McKenna DD, Wild AL, Kanda K, Bellamy CL, Beutel RG, Caterino MS, Farnum CW,
Hawks DC, Ivie MA, Jameson ML, Leschen RAB, Marvaldi AE, McHugh JV, Newton AF,
Robertson JA, Thayer MK, Whiting MF, Lawrence JF, Ślipinski A, Maddison DR,
Farrell BD. 2015. The beetle tree of life reveals that Coleoptera survived end-Permian mass
extinction to diversify during the Cretaceous terrestrial revolution. Systematic Entomology
40(4):835–880 DOI 10.1111/syen.12132.
Messina FJ, Renwick JAA. 1985. Ability of ovipositing seed beetles to discriminate between
seeds with differing egg loads. Ecological Entomology 10(2):225–230
DOI 10.1111/j.1365-2311.1985.tb00552.x.
Mitter C, Farrell B, Wiegmann B. 1988. The phylogenetic study of adaptive zones: has
phytophagy promoted insect diversiﬁcation? American Naturalist 132(1):107–128
DOI 10.1086/284840.
Mopper S. 1996. Adaptive genetic structure in phytophagous insect populations. Trends in
Ecology & Evolution 11(6):235–238 DOI 10.1016/0169-5347(96)10036-7.
Morse GE, Farrell BD. 2005. Ecological and evolutionary diversiﬁcation of the seed beetle genus
Stator (Coleoptera: Chrysomelidae: Bruchinae). Evolution 59(6):1315–1333
DOI 10.1111/j.0014-3820.2005.tb01782.x.
Münkemüller T, Lavergne S, Bzeznik B, Dray S, Jombart T, Schiffers K, Thuiller W. 2012.
How to measure and test phylogenetic signal. Methods in Ecology and Evolution 3(4):743–756
DOI 10.1111/j.2041-210X.2012.00196.x.
Murphy SM. 2004. Enemy-free space maintains swallowtail butterﬂy host shift. Proceedings of the
National Academy of Sciences of the United States of America 101(52):18048–18052
DOI 10.1073/pnas.0406490102.
Nieminen M, Suomi J, Van Nouhuys S, Sauri P, Riekkola M-L. 2003. Effect of iridoid
glycoside content on oviposition host plant choice and parasitism in a specialist herbivore.
Journal of Chemical Ecology 29(4):823–844 DOI 10.1023/a:1022923514534.
Nishida R. 2014. Chemical ecology of insect–plant interactions: ecological signiﬁcance of plant
secondary metabolites. Bioscience, Biotechnology, and Biochemistry 78(1):1–13
DOI 10.1080/09168451.2014.877836.
Nuﬁo CR, Papaj DR. 2001. Host marking behavior in phytophagous insects and parasitoids.
Entomologia Experimentalis et Applicata 99(3):273–293 DOI 10.1046/j.1570-7458.2001.00827.x.
Nyman T. 2010. To speciate, or not to speciate? Resource heterogeneity, the subjectivity
of similarity, and the macroevolutionary consequences of niche-width shifts in plant-feeding
Hernández-Vera et al. (2019), PeerJ, DOI 10.7717/peerj.6625 19/21
insects. Biological Reviews of the Cambridge Philosophical Society 85(2):393–411
DOI 10.1111/j.1469-185X.2009.00109.x.
Nyman T, Farrell BD, Zinovjev AG, Vikberg V. 2006. Larval habits, host-plant associations, and
speciation in nematine sawﬂies (Hymenoptera: Tenthredinidae). Evolution 60(8):1622–1637
DOI 10.1111/j.0014-3820.2006.tb00507.x.
Nyman T, Vikberg V, Smith DR, Boevé J-L. 2010. How common is ecological speciation in
plant-feeding insects? A ‘higher’ Nematinae perspective. BMC Evolutionary Biology 10(1):266
DOI 10.1186/1471-2148-10-266.
Oberprieler R, Anderson R, Marvaldi A. 2014. Curculionoidea latreille 1802: introduction,
phylogeny. In: Leschen RAB, Beutel RG, eds. Handbook of Zoology Coleoptera, Beetles.
Göttingen: De Gruyter, 285–300.
Oberprieler RG, Marvaldi AE, Anderson RS. 2007.Weevils, weevils, weevils everywhere. Zootaxa
1668:491–520.
Olmstead RG, DePamphilis CW, Wolfe AD, Young ND, Elisons WJ, Reeves PA. 2001.
Disintegration of the Scrophulariaceae. American Journal of Botany 88(2):348–361.
Pagel M. 1999. Inferring the historical patterns of biological evolution. Nature 401(6756):877–884
DOI 10.1038/44766.
Pagel M, Meade A. 2006. Bayesian analysis of correlated evolution of discrete characters by
reversible-Jump Markov chain Monte Carlo. American Naturalist 167(6):808–825
DOI 10.1086/503444.
Pagel M, Meade A, Barker D. 2004. Bayesian estimation of ancestral character states on
phylogenies. Systematic Biology 53(5):673–684 DOI 10.1080/10635150490522232.
Price PW. 1980. Evolutionary biology of parasites. Princeton: Princeton University Press.
Price PW, Fernandes GW, Waring GL. 1987. Adaptive nature of insect galls. Environmental
Entomology 16(1):15–24 DOI 10.1093/ee/16.1.15.
Quental TB, Marshall CR. 2010.Diversity dynamics: molecular phylogenies need the fossil record.
Trends in Ecology & Evolution 25(8):434–441 DOI 10.1016/j.tree.2010.05.002.
Rabosky DL. 2010. Extinction rates should not be estimated from molecular phylogenies.
Evolution 64(6):1816–1824 DOI 10.1111/j.1558-5646.2009.00926.x.
Rambaut A, Suchard MA, Xie D, Drummond AJ. 2014. Tracer v1.6. Available at
http://tree.bio.ed.ac.uk/software/tracer/.
Reudler Talsma JH, Biere A, Harvey JA, Van Nouhuys S. 2008. Oviposition cues for a specialist
butterﬂy–plant chemistry and size. Journal of Chemical Ecology 34(9):1202–1212
DOI 10.1007/s10886-008-9519-y.
Ribeiro SP, Borges PAV, Gaspar C, Melo C, Serrano ARM, Amaral J, Aguiar C, Andre G,
Quartau JA. 2005. Canopy insect herbivores in the Azorean Laurisilva forests: key host plant
species in a highly generalist insect community. Ecography 28(3):315–330
DOI 10.1111/j.0906-7590.2005.04104.x.
Roitberg BD, Prokopy RJ. 1987. Insects that mark host plants. Bioscience 37(6):400–406
DOI 10.2307/1310563.
Schäferhoff B, Fleischmann A, Fischer E, Albach DC, Borsch T, Heubl G, Müller KF. 2010.
Towards resolving Lamiales relationships: insights from rapidly evolving chloroplast sequences.
BMC Evolutionary Biology 10(1):352 DOI 10.1186/1471-2148-10-352.
Schluter D. 2000. The ecology of adaptive radiation. Oxford: Oxford University Press.
Shorthouse JD, Rohfritsch O. 1992. Biology of insect-induced galls. New York: Oxford
University Press.
Hernández-Vera et al. (2019), PeerJ, DOI 10.7717/peerj.6625 20/21
Smith DM, Marcot JD. 2015. The fossil record and macroevolutionary history of the beetles.
Proceedings of the Royal Society B: Biological Sciences 282(1805):20150060
DOI 10.1098/rspb.2015.0060.
Stone GN, Schönrogge K. 2003. The adaptive signiﬁcance of insect gall morphology.
Trends in Ecology & Evolution 18(10):512–522 DOI 10.1016/s0169-5347(03)00247-7.
Tank DC, Beardsley PM, Kelchner SA, Olmstead RG. 2006. Review of the systematics of
Scrophulariaceae s.l. and their current disposition. Australian Systematic Botany 19(4):289–307
DOI 10.1071/sb05009.
The Angiosperm Phylogeny Group. 2016. An update of the Angiosperm Phylogeny Group
classiﬁcation for the orders and families of ﬂowering plants: APG IV. Botanical Journal of the
Linnean Society 181(1):1–20 DOI 10.1111/boj.12385.
Toševski I, Caldara R, Jovic J, Hernández-Vera G, Baviera C, Gassmann A, Emerson BC. 2015.
Host-associated genetic divergence and taxonomy in the Rhinusa pilosa Gyllenhal species
complex: an integrative approach. Systematic Entomology 40(1):268–287
DOI 10.1111/syen.12109.
Toševski I, Gassmann A, Desančic M. 2007. Biological control of Dalmatian and yellow
toadﬂaxes, Linaria dalmatica and L. vulgaris. In: Annual Report 2006. Delémont: Centre for
Agriculture and Biosciences International, 45.
Wahlberg N. 2001. The phylogenetics and biochemistry of host-plant specialization in
Melitaeine butterﬂies (Lepidoptera: Nymphalidae). Evolution 55(3):522–537
DOI 10.1111/j.0014-3820.2001.tb00786.x.
Winkler IS, Mitter C. 2008. The phylogenetic dimension of insect-plant interactions: a review of
recent studies. In: Tilmon KJ, ed. Specialization, Speciation, and Radiation—The Evolutionary
Biology of Herbivorous Insects. Berkeley: University of California Press, 240–263.
Hernández-Vera et al. (2019), PeerJ, DOI 10.7717/peerj.6625 21/21
